The special picrosirius red staining highlights the natural birefringence of collagen fibers when exposed to polarized light. The results from birefringence allow to evaluate the organization of the collagen fibers in the tissues. The authors intend to elucidate all steps to obtain and capture images of histological sections stained with picrosirius red and evaluated under polarized light microscopy, as well as possible artefacts that may occur.
s Collagen, the main dermal constituent, can be analyzed or quantified through different techniques such as immunohistochemistry, confocal microscopy, polymerase chain reaction (PCR) and multiple stains: Masson's trichrome, picrosirius red, Weigert-van Gieson stain, Verhoeff. [1] [2] [3] [4] [5] [6] [7] Even though the staining methods are not considered highly specific as the techniques mentioned, they can be quickly performed and have a low cost. Thus, it is important to be aware of the limitations of each stain. In this study, we will approach the main steps used to capture images from histologic sections stained with picrosirius red and analyzed under polarized light microscopy.
The special dye picrosirius red has the ability to enhance the natural birefringence of the collagen when exposed to polarized light. Collagen type I would show a yellow-red color, while type III would be green. 8 On the other hand, Lattouf et al. 9 stated that this special stain highlights the configuration of the collagen and the heterogeneity of the direction of the fibers in the tissues, with no differentiation between the types (Figure 1 ).
Despite the advantages of the use of special stains, at present, it is difficult to obtain polarized images of the collagen in histologic sections with picrosirius red. In this context, the objective of this manuscript was to elucidate all steps to obtain photomicro- Light emits rays that are dispersed in all directions; when it is polarized, only rays of specific directions pass over the polarizers.
For this to occur, it is necessary to adapt filters to the microscope.
The first filter, located between the light source and the condenser, can rotate 360°. In the microscope Olympus BX-50 ® , the filter is the U-POT (polarizer of transmitted light, Olympus, Japan). 10 The second filter, located between the revolving nosepiece and the observation tube, has a lower ability of rotation. For the microscope used, it is U-ANT (analyzer of transmitted light, Olympus, Japan). 
